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RESEARCH ARTICLE
Acquisition of functions on the outer capsid
surface during evolution of double-stranded
RNA fungal viruses
Carlos P. Mata1, Daniel Luque1,2, Josue´ Go´mez-Blanco1, Javier M. Rodrı´guez2, Jose´
M. Gonza´lez1¤, Nobuhiro Suzuki3, Said A. Ghabrial4, Jose´ L. Carrascosa1, Benes L. Trus5,
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Cantoblanco, Madrid, Spain, 2 Centro Nacional de Microbiologı´a/ISCIII, Majadahonda, Madrid, Spain,
3 Institute of Plant Science and Resources, Okayama, Japan, 4 Department of Plant Pathology, University of
Kentucky, Lexington, KY, United States of America, 5 Imaging Sciences Laboratory, CIT, NIH, Bethesda,
MD, United States of America
¤ Current address: The Wellcome Trust Sanger Institute, Hinxton, Cambridge, United Kingdom
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Abstract
Unlike their counterparts in bacterial and higher eukaryotic hosts, most fungal viruses are
transmitted intracellularly and lack an extracellular phase. Here we determined the cryo-EM
structure at 3.7 Å resolution of Rosellinia necatrix quadrivirus 1 (RnQV1), a fungal double-
stranded (ds)RNA virus. RnQV1, the type species of the family Quadriviridae, has a multi-
partite genome consisting of four monocistronic segments. Whereas most dsRNA virus cap-
sids are based on dimers of a single protein, the ~450-Å-diameter, T = 1 RnQV1 capsid is
built of P2 and P4 protein heterodimers, each with more than 1000 residues. Despite a lack
of sequence similarity between the two proteins, they have a similar α-helical domain, the
structural signature shared with the lineage of the dsRNA bluetongue virus-like viruses.
Domain insertions in P2 and P4 preferential sites provide additional functions at the capsid
outer surface, probably related to enzyme activity. The P2 insertion has a fold similar to that
of gelsolin and profilin, two actin-binding proteins with a function in cytoskeleton metabolism,
whereas the P4 insertion suggests protease activity involved in cleavage of the P2 383-resi-
due C-terminal region, absent in the mature viral particle. Our results indicate that the inti-
mate virus-fungus partnership has altered the capsid genome-protective and/or receptor-
binding functions. Fungal virus evolution has tended to allocate enzyme activities to the
virus capsid outer surface.
Author summary
Most fungal RNA viruses are transmitted by cytoplasmic interchange without leaving the
host. We report the cryo-electron microscopy structure, at near-atomic resolution, of the
double-stranded RNA Rosellinia necatrix quadrivirus 1 (RnQV1); this virus infects the
fungus Rosellinia necatrix, a pathogenic ascomycete to a wide range of plants. At
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difference most dsRNA viruses, whose capsid is made of protein homodimers, RnQV1 is
based on a single-shelled lattice built of 60 P2-P4 heterodimers. Despite a lack of sequence
similarity, P2 and P4 have a similar α-helical domain, a structural signature shared with
the dsRNA virus lineage. In addition to organizing the viral genome and replicative
machinery, P2 and P4 have acquired new functions by inserting complex domains in pref-
erential insertion sites. Whereas the P2 insertion domain has a fold like that of actin-bind-
ing proteins, the structure of the P4 insertion domain indicates proteolytic activity.
Understanding the structure of a fungal virus capsid with enzyme activities could allow its
development as nanoreactors for biotechnological application.
Introduction
The virus capsid is sufficiently robust to protect the genome and ensure its propagation during
passage from one host cell or organism to another; it must simultaneously be labile enough to
allow genome delivery within the host cell to initiate infection. The capsid is not only a meta-
stable macromolecular assembly, but is also a dynamic structure whose protein components
have transient conformations related to its distinct roles during the viral life cycle [1, 2].
Numerous high resolution structural studies have shown that, despite the vast diversity and
complexity of virus capsids, assembly of these closed protein shells is limited to a few capsid
protein (CP) folds. As a result, evolution leads to a small number of viral lineages that share a
CP fold as well as a set of common assembly principles [3].
Icosahedral viruses are grouped in four lineages, (i) the dsDNA viruses with an upright
double β-barrel CP (prototypes are phage PRD1 and adenovirus), (ii) the tailed dsDNA
phages, tailed haloarchaeal viruses, and herpesviruses, which all share the Hong Kong 97
(HK97)-like CP fold, (iii) the ssRNA picornavirus-like superfamily with a single β-barrel as the
CP fold, and (iv) the dsRNA or bluetongue virus (BTV)-like viruses [4]. The dsRNA viruses
have a specialized icosahedral capsid that remains structurally undisturbed during endogenous
transcription, thus avoiding induction of host cell defense mechanisms [5]. The capsid also
participates in genome transcription and replication by organizing packaged genomes and the
RNA-dependent RNA polymerase (RdRp) complex(es). This unusual T = 1 capsid is built
from 60 asymmetrical dimers of a single CP (i.e., a 120-subunit T = 1 capsid), in which the CP
fold is the hallmark of the BTV lineage. This capsid structure is found in members of the fami-
lies Reoviridae [6–9], Picobirnaviridae [10] and Cystoviridae [11, 12], and in the mycoviruses of
the families Totiviridae [13–15], Partitiviridae [16, 17], and Megabirnaviridae [18]. Chryso-
viruses, a group of dsRNA mycoviruses with a multipartite genome, have a T = 1 capsid with
60 subunits of a single 982-amino-acid CP, but the CP is an almost perfect structural duplica-
tion of a single domain [19–21]. Birnaviruses are an exception, as they have a single T = 13
shell and lack the T = 1 capsid [22, 23].
A distinctive feature of the fungal dsRNA viruses is their lack of an extracellular route of
transmission [24]. Probably as a result of their intracellular transmission (by cell division, spo-
rogenesis and cytoplasmic fusion), most mycoviruses have a single-shell capsid. In contrast,
reo- and cystoviruses have multilayered concentric capsids, with one or two T = 13 shells sur-
rounding the T = 1 layer (referred to as the inner core).
Whereas most dsRNA virus capsids are based on dimers of a single protein, the type species
of the family Quadriviridae, Rosellinia necatrix Quadrivirus 1 (RnQV1), has a single-shelled
T = 1 capsid formed by 60 heterodimers of two proteins of 1356 (P2) and 1059 residues (P4)
[25]. RnQV1 is a mycovirus with a multipartite genome consisting of four monocistronic
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dsRNA segments (genome sizes range from 3.7 to 4.9 kbp), in which one or two dsRNA seg-
ments are encapsidated in a similar particle [26]. dsRNA-1 codes for a protein of unknown
function, dsRNA-2 encodes the P2 CP, dsRNA-3 codes for RdRp (1117 amino acids), and
dsRNA-4 codes for the P4 CP. In RnQV1 strain W1075, P2 and P4 are cleaved into several dis-
crete peptides without altering capsid structural integrity, whereas in strain W1118 both pro-
teins remain nearly intact [27, 28]. Here we report the three-dimensional (3D) cryo-EM
structure of the RnQV1 W1118 capsid at 3.7 Å resolution. We found that P2-P4 heterodimers
are organized in a quaternary structure similar to that of reovirus, chrysovirus and totivirus.
Despite the low sequence identity (~15%, after introduction of 23% gaps), superimposition of
P2 and P4 showed a common core similar to the CP fold of the dsRNA virus lineage. P2 and
P4 have also acquired new functions by insertion of complex domains with potential enzyme
activity in preferential insertion sites.
Results
Near-atomic resolution cryo-EM structure of RnQV1-W1118
Purified empty RnQV1-W1118 particles were visualized in a 300-kV FEI Titan Krios cryo-
electron microscope (Fig 1A). Signal was detectable to 3.4 Å (Fig 1A inset, red arrow). We
merged ~37,500 particle images to calculate a 3.7 Å resolution map (Fig 1B), as estimated by
the criterion of 0.143 Fourier shell correlation coefficient (Fig 1C). Some regions on the
Fig 1. Three-dimensional cryo-EM reconstruction of RnQV1 virions at 3.7Å resolution. (A) Cryo-EM image of RnQV1.
Bar = 500 Å. Inset, power spectrum of a motion-corrected, averaged image. The first Thon ring is at 8.7 Å (white arrow) and the
highest visible Thon ring is at 3.4 Å resolution (red arrow). (B) Radially color-coded atomic model of the RnQV1 capsid viewed along
a two-fold axis. The atomic structures of a dimer of P2 (blue) and P4 (yellow) are shown. (C) Fourier shell correlation (FSC)
resolution curve for RnQV1. Resolution based on the 0.5, 0.3 and 0.143 criteria is 3.88, 3.80 and 3.70 Å respectively. (D) Ribbon
diagrams of P2 (blue) and P4 (yellow) (top view, left; side view, right). N and C termini and CP domains (shell, S; protruding, P) are
indicated. Symbols indicate icosahedral symmetry axes. Inset, atomic model of the RnQV1 capsid pentamer viewed along an
icosahedral five-fold axis, showing the five P2 (blue) and P4 (yellow) proteins.
https://doi.org/10.1371/journal.ppat.1006755.g001
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uneven outer surface of the RnQV1 capsid, especially those at the five-fold axis, were less well-
defined than its smooth inner surface (S1A Fig), although the backbone was traceable unam-
biguously (S1B Fig). Approximately 96% of the amino acid side chains were resolved (S1C and
S1D Fig). We used the Coot program to build the polypeptide chain, based initially on struc-
tural predictions for some amino acid sequence segments (Figs 2 and 3).
The ~470 Å-diameter T = 1 capsid shows 12 outwardly protruding decamers at the penta-
meric positions (Fig 1B, orange), each bearing five copies of P2 and P4 [25]. Each pentameric
capsomer is formed by an inner ring of five P2 monomers (Fig 1D, blue; inset) surrounded by
an outer ring of five partially intercalated P4 monomers (Fig 1D, yellow; inset), in which the
asymmetric unit is a P2-P4 heterodimer (Fig 1B and 1D). The quaternary organization of P2
and P4 in the capsid shell is similar to that of homodimers of reoviruses and other dsRNA
mycoviruses.
Our near-atomic models for P2 and P4 had 972 and 1005 residues, respectively, of the total
1356 (P2) and 1059 (P4) amino acids. P2 lacks 383 residues in the C-terminal region, predicted
to have a high helical content (Fig 2), and P4 lacks 54 C-terminal residues (Fig 3). The last visi-
ble P4 residue is Lys1005 (Fig 3), located at the five-fold axis channel. Although the remaining
P4 C-terminal 54-residue segment is very flexible (see below), five small densities that follow
Lys1005 occlude the channel (Fig 1B, white).
The P2 383-residue C-terminal region is invisible in our map. Analysis of this region in the
RnQV1 capsid 3D reconstruction at lower resolution indicated no density that could account
for the missing P2 domain. Sequence-based SSE prediction methods indicated a large number
of α-helices, which are predicted very reliably. To determine whether the P2 C-terminal region
was present, we first analyzed the purified RnQV1 capsids by SDS-PAGE. P4 and P2 proteins,
detected as 110- and 100-kDa bands as reported [25], were analyzed by MALDI-TOF/TOF
mass spectrometry (MS). Mass spectra showed no evidence of P2 C-terminal peptides (S2 Fig
and S1 Table), nor of the P4 55-residue C-terminal region. With previous biochemical analyses
[25] and structural studies of this region (see below), these data suggested that the P2 C-termi-
nal end is indeed proteolyzed and absent from the viral particles.
The structure of P2 (built from 29 α-helices and 20 β-strands) and P4 (29 α-helices, 9 β-
strands) was organized similarly and was divided into two domains, a shell (S) and a protruding
(P) domain (Fig 1D, right). Although the P4 (residues 648–805) and P2 (204–365) protruding
domains were similar in size, they had very different folds. P2 and P4 overlapped considerably
at the S domain. Both had a long α-helix tangential to the capsid surface, the α16 helix in P2 (36
Å long, 24 residues) and α15 in P4 (50 Å, 33 residues), a common characteristic of the dsRNA
virus lineage CP (Fig 1D, right, arrows).
Structural comparison of the RnQV1 capsid proteins. The RnQV1 capsid is built from
60 heterodimers; this differs from most dsRNA virus 120-subunit capsids with 60 copies of a
homodimer. The 60-subunit chrysovirus T = 1 capsid is a partial exception, as each subunit
has two domains with the same fold.
RnQV1 heterodimers resemble the homodimers in reo-, cysto- and totivirus, in which the
asymmetric dimer is organized with the longitudinal axis of each protomer in parallel. Struc-
tural alignment of dsRNA virus CP has been used successfully to show common folds [3, 29].
Although they have no sequence similarity, P2 and P4 are morphologically similar (Fig 4A and
4B) and were aligned using the Dali server. Alignment parameters showed a root mean square
deviation (rmsd) of 5.5 Å for 539 superposed Cα (z-score = 7.0), indicating a common fold
(Table 1). In the S domain (Fig 4A and 4B, grey), 11 α-helices and three β-strands (which form
a β-sheet) matched very well and required only minor adjustment [referred to as shell I
domain (SID); Fig 4C, S1 Movie]. For simplicity, P2 and P4 SID are termed P2 and P4 in
Table 1.
Multiple functions of a fungal virus capsid
PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1006755 December 8, 2017 4 / 20
Multiple functions of a fungal virus capsid
PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1006755 December 8, 2017 5 / 20
Located on the conserved β-sheet of P2 and P4 (Fig 4C, arrow), P2 (residues 738–848)
and P4 (817–929) have another equivalent region, denoted shell II domain (SIID), which faces
the outer capsid surface (Fig 4A and 4B, dashed circles). P2 and P4 SIID have three α-helices
and three β-strands each that were also matched using the Chimera MatchMaker routine (Fig
4D; S3 Fig and S2 Movie). SID and SIID are described separately, as only SID is shared with
the dsRNA virus lineage fold (see below). The 13 α-helices and 6 β-strands common to P2 and
P4 constitute most of the shell region. Equivalent secondary structure elements (SSE) had the
same polarity, and β-sheets were formed by the same number of β-strands.
In addition to the N- and C-terminal insertions (as large as 496 residues at the P2 C termi-
nus), we detected two favorable insertion sites on the P2 and P4 outer surfaces, in which varia-
tions had been introduced by insertion of segments from 89 to 367 residues (Fig 4E, dashed
rectangles). The first insertion site (insertion site 1) is located downstream of α-helices 7 and 6
of P2 and P4, respectively (Fig 4E, yellow triangles). The second site (site 2) has insertions of
251 or 367 residues for P2 and P4, respectively, and contains the SIID; P2 and P4 SIID precede
β-strands 20 and 9, respectively (Fig 4E, dashed circles in orange triangles).
Putative enzymatic domains on the RnQV1 capsid outer surface
The conserved fold in P2 and P4 had two internal peptide insertion sites facing the outer cap-
sid surface. For P2, these segments are Ser204-Asp365 (162 residues) in insertion site 1 and
Ser599-Asp849 (251 residues) in insertion site 2 and for P4, the 89-residue His239-Tyr327 and
the 367-residue Gly563-Thr929 segments, respectively (Fig 5A). Both insertion sites coincided
with ScV-L-A Gag insertion sites, and one with the single-insertion site of the PcV CP
domains (S4 and S5 Figs).
One interesting possibility is that the P2 and P4 insertions have associated enzymatic activi-
ties. The P2 Asp227-Tyr350 domain (in insertion site 1) is a twisted β-sheet of five antiparallel
β-strands and three α-helices (Fig 5B). Analyses with Fatcat, Cath and Dali servers showed that
this P2 domain has structural similarity, in addition to ferredoxin, to gelsolin and profilin (S3
Movie), two actin-binding proteins with a variety of actin regulatory functions [30]. The equiv-
alent P4 segment is rather small, an 89-residue segment that includes the α-helices α7-α8-α9.
The P4 Val648-His805 domain (in insertion site 2) has a surface cavity in which the last vis-
ible P2 C-terminal residue, Gly973, contacts P4 Ile791 (Fig 5C and 5D). Preceding Gly973, the
α29 helix and a 43-residue loop are positioned in a defined area on the P4 outer surface (S4
Movie). We hypothesize that this surface crevice in P4 participates in proteolytic processing of
the P2 C-terminal domain.
Protein-protein interactions that stabilize the RnQV1 capsid
Whereas contact interface between P2 and P4 has a surface of 7742 Å2, the contact surface area
of each P2-P4 heterodimer with the surrounding heterodimers is 15,989 Å2. In addition to the
numerous weak interactions in the buried intra- and interdimeric surfaces that stabilize the
capsid, there are five molecular hooks formed by short loops or α-helices that extend further
on the rough contact surfaces, and contribute to pentamer stability (Fig 6A, labeled I-V).
Fig 2. Atomic model of P2. Top, ribbon diagram of the RnQV1 W1118 P2 capsid protein (side view), rainbow-colored from blue (N terminus) to red (C
terminus). The N and C termini are indicated. Bottom, sequence and SSE analysis of the 1356-residue P2, rainbow-colored from blue (N terminus) to red (C
terminus). The C-terminal 383-residue segment is not present; the consensus-predicted SSE for P2 (black) are shown. Colored boxes indicate insertions in
the conserved domain (SID or P2*; defined in Fig 4) at the N terminus (blue), middle (yellow and orange) and C terminus (red). The boxed yellow region
(segment 227–350) indicates the gelsolin-like fold; boxed orange region (segment 738–848) indicates the SIID. The aligned P2 sequences for W1118 and
W1075 are shown.
https://doi.org/10.1371/journal.ppat.1006755.g002
Multiple functions of a fungal virus capsid
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Fig 3. Atomic model of P4. Top, ribbon diagram of the RnQV1 W1118 P4 capsid protein (side view), rainbow-colored from blue (N terminus) to red (C
terminus). The N and C termini are indicated. Bottom, sequence and SSE analysis of the 1059-residue P4, rainbow-colored from blue (N terminus) to red (C
terminus). The C-terminal 54-residue segment is not visible; the consensus-predicted SSE for P2 (black) is shown. Colored boxes indicate insertions in the
Multiple functions of a fungal virus capsid
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Hook I, mediated by the P2 α2 helix (Gly11- Lys27), is a molecular swap between related P2
five-fold subunits. The α2 helices also form the broad opening of the channel on the capsid
inner surface (Fig 6B, red helices). Another interdimeric hook, in this case between P2 and P4,
conserved domain (SID or P4*; defined in Fig 4) at the N terminus (blue), middle (yellow and orange) and C-terminus (red). The boxed orange regions,
segments 648–805 and 817–929, indicate the putative protease-like fold and SIID, respectively. The aligned P4 sequences for W1118 and W1075 are shown.
https://doi.org/10.1371/journal.ppat.1006755.g003
Fig 4. Structural similarities of P2 and P4 capsid proteins. (A, B) Atomic models of P2 (A, top view, top; side view, bottom) and P4 (B, top view,
top; side view, bottom). Conserved domains are grey (SID of P2 and P4, or P2* and P4*); insertions at the N terminus (blue), middle (yellow and
orange), and C terminus (red) are also shown (the last 54 residues of P2 are omitted). Dashed circles correspond to P2 and P4 SIID. (C)
Superimposed P2* (blue) and P4* (yellow) (non-superimposable regions for both CP are omitted). Arrow indicates shared β-sheet. (D) The P2
Cys738-Ser848 and the P4 Gly817-Thr929 segments (SIID of P2 and P4), included in the middle insertion (orange), are structurally aligned. (E)
Sequence alignment of P2* (blue) and P4* (yellow) resulting from Dali structural alignment. α-helices (rectangles) and β-strands (arrows) are
rainbow-colored from blue (N terminus) to red (C terminus) for each protein. Dashed rectangles indicate favorable insertion sites, triangles represent
non-aligned segments (sizes indicated), and dashed circles correspond to P2 and P4 SIID. Insertions in sites 1 and 2 are shown as yellow and
orange triangles, respectively.
https://doi.org/10.1371/journal.ppat.1006755.g004
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is formed by P2 helix α6 (Thr154-Arg17) on the outer surface (hook II). Within the P2-P4 het-
erodimer, the P2 Leu883-Cys904 segment (which includes two short α-helices, α27 and α28)
and its C-terminal end (Gly913-Gly973 segment) embrace the P4 inner and outer surfaces,
respectively (Fig 6A, hooks III and IV). Hook V interdimeric connections are P4-mediated, in
which loop Gln963-Gly976 interacts with the P2 inner surface.
These numerous reinforcements indicate that once dimers are formed, the pentamer con-
stitutes the most stable capsid assembly unit. P2 C-terminal ends are relatively close to each
other at the two-fold axes, separated by 45 Å (Fig 6A, double arrow). The missing 383-residue
P2 C-terminal segment (Fig 6A, large orange circles) might constitute an external scaffolding
domain.
Pores through the RnQV1 capsid
Pores are located at the five- and three-fold axes (Fig 6C). The electrostatic potential of the
inner capsid surface showed a very negatively charged surface (Fig 6C) that maintains RNA
density ~25 Å from the capsid surface [25]. Except for the Penicillium chrysogenum virus
(PcV) capsid (with positively charged regions in the inner surface that maintain RNA density
in close contact), this feature resembles that of other single-shelled T = 1 capsids of dsRNA
mycoviruses, as well as reo- and picobirnavirus (S6 Fig). The relatively low packed genome
density in RnQV1 [25] and other fungal dsRNA viruses [16, 19, 31] could help minimize elec-
trostatic repulsion between dsRNA and the acidic inner capsid surface.
The P2 α2 helix forms the inner opening of the pores (~11 Å-diameter hole) at the five-fold
axis (Fig 6B, red helices; Fig 6C, black arrows); these openings narrow to ~5 Å diameter
between the Lys27 side chains (Fig 6B, red). The P2 α5 helices, which are tangential to the cap-
sid surface (Fig 6B, green helices), form the channel wall, maintaining the ~5 Å-diameter hole
between Arg150 side chains (Fig 6B, green). The last visible residue of the P4 C termini,
Lys1005, is surface-exposed and ends at the external pore opening (Fig 6B, blue). The P4
54-residue C-terminal segment, not traceable from the cryo-EM density map, is partially
ordered near this surface opening, and acts as a molecular plug (Fig 6C, green; S7 Fig). Pores
at the three-fold axis left a ~7 Å-diameter hole (Fig 6C, blue arrows, bottom right). These
structural features indicate that exit of ssRNA viral transcripts (as in other dsRNA viruses)
would require conformational changes in P2 and/or P4 segments.
Structural comparison of P2 and P4 with other dsRNA mycovirus capsid
proteins
The structural features described thus for the ~300-residue conserved region between P2 and
P4 (P2 and P4) indicate that it could have evolved from the ancestral domain of the dsRNA
Table 1. Dali-based structural comparisons.
Input structures rmsd z-score Aligned residues
P2 vs P4 5.5 7.0 539
P2* vs P4* 5.1 12.0 295
P2* vs PcV domain A 5.2 8.1 227
P4* vs PcV domain A 6.4 8.1 250
P2* vs L-A Gag 4.8 10.2 233
P4* vs L-A Gag 4.9 9.9 256
P2* vs PcV domain B 4.7 6.3 230
P4* vs PcV domain B 5.1 5.7 219
https://doi.org/10.1371/journal.ppat.1006755.t001
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virus lineage. We compared P2 and P4 with the CP of several mycoviruses such as L-A virus
of the yeast Saccharomyces cerevisiae (ScV-L-A), a totivirus with a single genome dsRNA
Fig 5. Putative enzyme activity on the RnQV1 outer capsid surface. (A) The P2 Asp227-Tyr350 domain
(yellow) and P4 Val648-His805 domain (green) of a heterodimer are shown on the outer RnQV1 surface. P4
plugs at the five-fold axes are shown (orange). (B) The P2 Asp227-Tyr350 domain, rainbow-colored, with the
topology found on the capsid surface. The five anti-parallel β-strands are indicated (1–5), as are the three
helices (α8, α9, α10). (C) The P4 surface cleft (shown with electrostatic potentials) in which the P2 C terminus
is located (blue, sticks). (D) Close-up of the P2 C-terminal segment (blue) in the P4 surface cavity (yellow),
oriented as in c. Residues are displayed as sticks.
https://doi.org/10.1371/journal.ppat.1006755.g005
Fig 6. Molecular interaction and pore structure in the RnQV1 capsid. (A) Intra- and intersubunit
interactions between P2 (blue) and P4 (yellow) (top view). Two P2-P4 heterodimers related by a two-fold
symmetry axis (oval) are shown. Type I-V molecular hooks are indicated; type II (continuous oval) and IV
hooks (dark blue line) are located on the outer capsid surface, hooks I (dashed oval), III and V (dashed circles)
on the capsid inner surface. Small orange circles near the five-fold axis indicate the flexible, invisible C-
terminal region of P4; large orange circles near the two-fold axis indicate the cleaved C-terminal region of P2,
whose last visible residues are separated by 45 Å (double arrow). (B) Pores at the five-fold axes (top view). P2
α2 (red) and α5 (green) helices and P4 Lys1005 (blue) are indicated. Residues that define the pore opening
are modeled as stick; P2 Lys27 (red) and Arg150 (green) and P4 Tyr1003 and Lys1005 (blue). (C) RnQV1
capsid inner surface represented with electrostatic potential, showing negative (red) and positive (blue)
charge distribution. Arrows indicate capsid pores at the five-fold (black) and three-fold (blue) axes. Plugs of
density of P4 flexible regions (green) are shown occluding the five-fold pores. Boxes, magnified views of the
five- (top) and three-fold (bottom) pores showing charge distribution on channel walls (slabbed side view).
Opening sizes are indicated.
https://doi.org/10.1371/journal.ppat.1006755.g006
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segment, and PcV, a chrysovirus with four monocistronic dsRNA segments. These mycov-
iruses, including RnQV1, are transmitted intracellularly and have no outer shell on the rough
outer surface of their T = 1 capsids, in contrast with the smooth outer surface of reo- and
cystovirus capsids.
Dali structural alignments between the Gag CP of ScV-L-A or the PcV A domain with P2
indicated notable structural similarity (Fig 7, Table 1, S4 Fig). When P2 and Gag or the A
domain were superimposed, 11 α-helices and 5–6 β-strands showed close relative spatial posi-
tions and required only minor local adjustments for overlap (S5 and S6 Movies). Comparable
analysis of Gag and the A domain with P4 showed superimposition of 8–9 α-helices and 3 β-
strands (Fig 7, Table 1, S5 Fig, S5 and S6 Movies). We performed similar analyses between
PcV B domain and P2 and P4 (Table 1). The most conserved α-helices between P2 and P4
with Gag and A and B domains were located near the five-fold axis. The P2 and P4 β-sheet
structure, formed by three relatively long β-strands and found respectively at the two- and
three-fold axes, was also very conserved in all mycoviruses tested. The P2 SIID (residues 738–
848) and P4 (817–929) were detected neither in CP of the other mycoviruses nor of higher
dsRNA viruses.
Discussion
The 120-subunit T = 1 capsid is an almost ubiquitous architecture of the protein layer that sur-
rounds the dsRNA virus genome. The asymmetric unit is a CP homodimer with a conserved
Fig 7. Structural homology of P2 and P4 with PcV CP A domain and L-A virus Gag CP. P2* and P4*
(center) were structurally aligned with PcV CP A domain (PcV-A, left) and L-A virus Gag (L-A Gag, right).
Center structures indicate conserved SSE within the dsRNA viruses or BTV-like lineage. P2* is aligned with
PcV-A (blue and light blue, top left) and with L-A Gag (blue and pink, top right). P4 is aligned with PcV-A
(yellow and blue, bottom left) and P4 with L-A Gag (yellow and pink). Total numbers of SSE with close relative
spatial locations are indicated.
https://doi.org/10.1371/journal.ppat.1006755.g007
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fold exemplified by the BTV CP fold. In addition to capsid assembly constraints, this fold is
necessary for capsid function, to organize the viral genome and replicative machinery, and act
as a molecular sieve to evade intracellular host defense mechanisms.
Here we show the RnQV1 capsid at near-atomic resolution; its asymmetric unit is a dimer
of two distinct proteins, P2 and P4 (2415 amino acid residues total) and is thus the most com-
plex T = 1 capsid known so far. Despite their lack of sequence similarity, structural alignment
of P2 and P4 showed two common domains in the shell region, SID and SIID. Whereas SID is
preserved in other fungal dsRNA viruses (toti- and chrysoviruses) [32] as well as in reoviruses,
SIID is unique to P2 and P4. P2 and P4 SID (P2 and P4) have 11 α-helices (including a long
α-helix tangential to the capsid surface) and a β-sheet with similar tertiary structures. These
SSE show the folding signature of most dsRNA virus CP. SIID, which has 3 α-helices and a
short β-sheet, is much smaller than SID (~110 vs. ~350 residues). Whereas P2 and P4 pre-
served folds are compatible with a common CP ancestor of dsRNA viruses, P2 and P4 SIID
suggest a common origin for P2 and P4.
Duplication of an ancestral gene for a CP with the BTV-like fold might have resulted in two
separate (as in quadriviruses) or covalently joined folds (as in chrysoviruses). This event could
direct assembly of a T = 1 capsid with 120 subunits or domains with a dimer as the asymmetric
unit, a necessary arrangement for dsRNA replication/transcription. Separate and joined folds
are found in other virus families, which implies a recurrent evolutionary event. Whereas
adeno- and comovirus CP are the result of a joined fold [33, 34], the picornavirus capsid is
assembled from three different proteins with very similar folds, although with negligible
sequence similarity [4]. Once the 120-subunit capsid was well established, later divergent evo-
lutionary events would have introduced additional changes in each copy, or even the complete
removal of one of them, giving a CP that assembles as a dimer of unfused identical monomers
(the so-called A and B subunits). Alternatively, the ancestral CP could have initially acquired
dimer assembly ability, followed by gene duplication; domain swapping could be another
mechanism by which dimers and oligomers assemble from monomers [35].
Besides the subunit interactions in the solvent-buried surfaces, there are five molecular
hooks in the RnQV1 capsid that probably stabilize assembly of five dimers into a pentamer,
which has major effects on the RnQV1 assembly pathway. In reo-, toti-, and chrysoviruses, all
built from asymmetric dimers, CP are arranged approximately as parallel dimers [8]; these
viruses probably initiate capsid assembly from pentamers of dimers. Partiti- and picobirna-
virus capsids (built from quasi-symmetric dimers), as well as the cystovirus capsid, are thought
to use dimers of CP dimers as assembly intermediates [10, 16]. The P2 and P4 asymmetric
dimer lacks the 383-residue P2 C terminus. This cleaved polypeptide fragment is predicted to
be helical; we hypothesize that it acts as an external scaffold domain covalently bound to P2.
Given that the last P2 C-terminal residue is only 45 Å from a neighboring P2 C terminus end,
dimerization of these scaffolds could direct pentamer accretion or, more probably, assembly of
two dimers into a tetramer (S8 Fig). The immature RnQV1 capsid would thus have 30 dimeric
α-helical densities extruding radially relative to the capsid shell. Generation of cDNA clones
for P2 and P4 might allow introduction of mutations in the P2 processing site to assemble
immature virus-like particles.
Dimerization and high α-helical content are ubiquitous features of scaffold proteins [36,
37]. External scaffold proteins are reported for capsids of bacteriophages P4 [38, 39] and
ϕX174 [40]. The protease-free Prohead-1 map of bacteriophage HK97 shows rod-shaped den-
sities intruding on its internal surface, which correspond to the scaffold domains fused to the
CP N termini [41]. The P1 CP of bacteriophage ϕ8, a cystovirus, is found as a soluble tetramer
in an in vitro assembly system [42].
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In multilayer capsids of dsRNA viruses (as in Reo- and Cystoviridae), the T = 1 capsid
has a smooth outer surface that serves as nucleation site for the T = 13 surrounding capsid.
Fungal dsRNA viruses are transmitted by cytoplasmic interchange and commonly confined
to the host, and have a single-shelled T = 1 capsid with an uneven outer surface. The original
roles of the capsid, such as receptor binding and/or genome protection, have given way to
new abilities reflected in altered capsid surface features. In RnQV1, in addition to the N and
C termini, we detected two well-defined insertion sites into which insertions of ~90–370
residue segments lead to variations. These preferential insertion sites, which face the outer
capsid surface as also seen in PcV and ScV-L-A, are conserved among dsRNA viruses and
are probably ancient.
The 41-residue insertion in ScV-L-A Gag insertion site 1 is responsible for the decapping
that transfers cap structures from the 5’ end of cellular mRNA to the 5’ end of viral RNA
[43, 44]; it coincides with the 162-residue insertion in P2, which has structural similarity to
proteins involved in actin cystoskeleton regulation. In P4 insertion site 2, the 367-residue
insertion has a surface cleft with putative proteolytic activity, which our structural results
suggest is primarily exerted on the P2 C terminus, although other proteins might be tar-
geted. PcV insertions are much smaller and no activity or structural similarity has yet been
found. The similarity of 3D locations of these inserted peptides/domains could indicate a
mechanism for acquisition of new functions without altering the basic structural core of the
dsRNA virus CP.
The CP of many tailed dsDNA phages with the canonical HK97-like core (also termed
Johnson fold) has additional domains or defined regions with specific functions related to
capsomer or capsid stability (reviewed in [45]). The human cytomegalovirus (HCMV), a
herpesvirus, has a 1370-residue CP folded into seven domains [46] and thus shares some
similarity with the RnQV1 CP. The HCMV Johnson fold or floor domain at the shell has a
six-domain protruding tower that interacts with several outer CP and has specific functions
based on the virus transmission cycle. The Johnson fold has a five-stranded β-core that acts
as an organizational hub of the major CP; the additional domains are considered modular
insertions into the peripheral loops [46]. In this context, conserved α-helices and/or the β-
sheet structure preserved in the dsRNA virus basic fold might constitute a similar functional
center.
Analyses of the RnQV1 outer capsid surface showed that the insertional domains for these
activities are proximally aligned and could form an efficient assembly line of molecular
machines. To our knowledge, mycovirus capsids are not yet exploited for nanotechological
applications; our structural studies might be a step toward future protein-based nanocages that
incorporate active whole protein in a controlled platform.
Materials and methods
Virion preparation
RnQV1 virions were purified from Rosellinia necatrix strain W1118 by two cycles of differen-
tial centrifugation and one rate zonal centrifugation in a sucrose density gradient, as described
[25, 47]. The two UV-absorbing bands, corresponding to empty (top) and to a mixture of
empty and full particles (bottom), were collected separately by side puncture, diluted with
buffer A (50 mM Tris-HCl buffer, pH 7.8, 5 mM EDTA, 150 mM NaCl), and concentrated by
centrifugation (106,000 x g, 12 h, 4˚C) [25]. Concentrated particles were loaded on a 36% CsCl
cushion and ultracentrifuged (180,000 x g, 110 min, 4˚C). The purified empty particles,
derived from a mixture of full and empty particles, were homogeneous and appropriate for
further cryo-EM analysis.
Multiple functions of a fungal virus capsid
PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1006755 December 8, 2017 13 / 20
Cryo-EM
Purified RnQV1-W1118 empty particles (5 μl) were applied to R2/2 300 mesh copper-rhodium
grids (Quantifoil Micro Tools, Germany) and vitrified using a Leica EM CPC cryofixation
unit. Data were collected on a FEI Titan Krios electron microscope operating at 300 kV and
images recorded on a FEI Falcon II detector at a calibrated magnification of 104,478, yielding
a pixel size of 1.34 Å. A dose rate of 28 electrons/Å2/s and 1.4 s exposure time were used to
record 1,125 24-frame movies with a defocus range of 0.7 to 3.5 μm.
Image processing
To correct for beam-induced movement, the 18 central frames of each movie were aligned
using whole-image motion correction [48], after which local movements were corrected using
an Optical Flow approach [49]. Contrast transfer function parameters of each averaged movie
were determined using CTFFIND3 [50]. Images showing astigmatism and/or motion signs
were discarded, maintaining a total of 996. General image processing operations were per-
formed using Xmipp [51] [http://xmipp.cnb.csic.es/] and Relion [52] [http://www2.mrc-lmb.
cam.ac.uk/relion/index.php/Main_Page]. Graphics were produced by UCSF Chimera [53]
[http://www.cgl.ucsf.edu/chimera/]. A total of 53,683 particles were picked with the Xmipp
automatic picking routine and 37,531 particles were selected manually. Alternatively, Relion
reference-free 2D classification was used to discard bad particles and a similar data set of
42,267 particles was obtained. 3D classification with Relion resulted in four classes using the
RnQV1-W1075 structure [25] (EMD-3437) and low-pass filtered to 40 Å as initial reference.
Further final Relion iterative auto-refine was performed including 19,194 particles (for the
best 3D class), 28,101 (including the two best 3D classes), or including all four 3D classes. The
Relion particle polishing protocol was used for per-particle motion correction by fitting linear
tracks and to weight each frame with a different B-factor based on a dose-dependent model for
radiation damage. The best resolution, 3.70 Å based on the gold-standard FSC = 0.143 crite-
rion corrected for the effects of a soft mask on the FSC curve using high-resolution noise sub-
stitution, was obtained using the complete data set of 3D-selected particles [54]. The final
density map was corrected for the modulation transfer function (MTF) of the detector and
sharpened by applying the estimated B-factor [55]. Local resolution variations were calculated
using ResMap [56].
Atomic model building and model refinement
The backbone of each polypeptide chain in a single asymmetric unit of the 3.7 Å cryo-EM map
was built de novo using Coot crystallographic modeling [57]. A poly-Ala sequence was entered
manually for each protein and clear densities of bulky side chains were marked. The compari-
son of predicted and observed SSE was used as starting point to register the amino acid
sequence for P2 and P4 proteins. In this process, we used the P4 region of the helices α14-α16
(residues 472–541), which matched the four predicted helices α15-α 18 (residues 476–548),
with focus on the bulky side chains at residues 522–526. Once the sequence was registered,
positions of the main and side chains were adjusted manually and fit of the atomic model to
the density map was improved by iterative cycles of model rebuilding using Coot [57]. To eval-
uate and improve model accuracy, we used Refmac5 [58] to eliminate clashes and inconsisten-
cies in geometry. Comparison of coordinates before and after Refmac5 processing was used to
locate regions that required further refinement. In addition, the geometry of the model was
tested iteratively with Coot validation tools, which helped to detect and correct residues out-
side allowed regions in the Ramachandran plot. The final modeled coordinates were refined in
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10 additional cycles of Refmac5, and Coot. The Ramachandran plot showed 2.59% of residues
in disallowed regions.
Model analysis
The electrostatic potential for the RnQV1-W1118 capsid was calculated using DelPhi software
[59] and surface-colored with UCFS Chimera. The Dali server [60] (http://ekhidna.biocenter.
helsinki.fi/dali_server/start) was used for structural alignment between RnQV1 CP P2 and P4
proteins and their overlap with PcV CP A and B domains as well as L-A Gag CP. We used
FATCAT [61] (http://fatcat.burnham.org), CATH [62] (http://www.cathdb.info) and Dali
servers to search for structures related to the P2 Asp227-Tyr350 domain.
Protein identification by MALDI-TOF/TOF mass spectrometry (MS)
Protein gel bands from sucrose gradient fractions enriched with RnQV1 capsids were excised
from Coomassie-blue stained gels, placed in a 96-well plate and digested using the DP Protei-
neer digestion robot (Bruker Daltonics) with trypsin (5 h, 37˚C) as described [63]. Resulting
peptides were analyzed by MALDI-TOF/TOF using an ABI Sciex 4800 Proteomics Analyzer.
To submit the combined peptide mass fingerprint (PMF) and MS/MS data to MASCOT soft-
ware v.2.5.1 (Matrix Science, UK), GPS Explorer v4.9 was used, searching the nonredundant
NCBI protein database (NCBInr_20160610).
Data deposition
The RnQV1-W1118 cryo-EM map is deposited in the Electron Microscopy Data Bank (acces-
sion no. emd-3619) and the atomic coordinates of the RnQV1-W1118 P2 and P4 proteins are
deposited in the PDB (ID code 5ND1).
Supporting information
S1 Fig. Resolution of the RnQV1capsid and quality of the RnQV1 P2 and P4 density maps.
(A) Surface-shaded RnQV1 capsid (left) and central slab of density (right) viewed along a two-
fold axis. The surface is colored based on local resolution as indicated in the color key (values
in Å). (B) Cryo-EM density map of the RnQV1 capsid asymmetric unit. Backbones of P2 (yel-
low) and P4 (blue) are superimposed on the density map. (C, D) Regions of the cryo-EM den-
sity map (grey mesh), with atomic models of (C) helices P4 α25 (yellow), P2 α6 (blue) and (D)
two β-sheets of P4 (top, with β-strands 1, 2 and 9) and P2 (bottom, with β-strands 1, 2 and 20).
Atomic models are shown as ribbons and sticks with amino acid residues labeled.
(TIF)
S2 Fig. Mass spectra of P2 and P4. Positive ion mode mass spectra of RnQV1 (A) P2 and (B)
P4 bands analyzed by MALDI ionization. Mass spectra showed peaks in the mass/charge (m/z)
900–3500 range.
(TIF)
S3 Fig. Structural similarity of P2 and P4 SIID. Top, ribbon diagrams of P2 (left) and P4
(right) SIID, rainbow-colored from blue (N terminus) to red (C terminus). Bottom, sequence
alignment of P2 Cys738-Ser848 (blue) and P4 Gly817-Thr929 (yellow) segments. α-helices
(rectangles) and β-strands (arrows) are rainbow-colored from blue (N terminus) to red (C ter-
minus) for each SIID.
(TIF)
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S4 Fig. Structural alignment of P2 with PcV domain A and L-A virus Gag CP. (A) Dali
sequence alignment of P2 (blue) and PcV domain A (orange). The α-helices (rectangles) and
β-strands (arrows) are rainbow-colored from blue (N terminus) to red (C terminus). Triangles
indicate nonaligned segments (sizes indicated). (B) Dali sequence alignment of P2 (blue) and
L-A virus Gag (red). Triangles indicate nonaligned segments (sizes indicated).
(TIF)
S5 Fig. Structural alignment of P4 with PcV domain A and L-A virus Gag CP. (A, B) Dali
sequence alignments of P4 (yellow) and PcV domain A (orange) (A), and P4 (yellow) and L-A
virus Gag (red) (B). The α-helices (rectangles) and β-strands (arrows) are rainbow-colored
from blue (N terminus) to red (C terminus). Triangles indicate nonaligned segments (sizes
indicated).
(TIF)
S6 Fig. dsRNA virus T = 1 inner capsid surfaces with electrostatic potentials. T = 1 capsids
of Penicillium chrysogenum virus (PcV), L-A virus (L-A), Penicillium stoloniferum virus F
(PsV-F), picobirnavirus (PBV), Rosellinia necatrix quadrivirus 1 (RnQV1), rotavirus, blue-
tongue virus (BTV), cytoplasmic polyhedrosis virus (CPV), and orthoreovirus, viewed along a
two-fold axis of icosahedral symmetry. The inner surface charge representations of this non-
exhaustive group of dsRNA virus T = 1 capsids show the distribution of negative (red) and
positive (blue) charges. dsRNA densities and other packaged proteins (such as RNA polymer-
ases) were removed computationally.
(TIF)
S7 Fig. C-terminal P4 density occludes the five-fold axis channels of the RnQV1 capsid.
(A) Central section of the RnQV1 capsid 3D reconstruction viewed along a two-fold axis (pro-
tein is dark). Arrows indicate the five- (5), three- (3) and two-fold (2) icosahedral symmetry
axes. (B) Magnified view of the box in A. Atomic model regions of P2 (blue) and P4 (yellow) are
superimposed on the protein density (black) The last visible P4 residue (K1005) is indicated in
two P4 molecules. (C) Five copies of P2 (blue) and five of P4 (yellow) are superimposed on the
density map around a five-fold axis. The five P4 Lys1005 (red) are followed by five partially dis-
organized densities (yellow) that occlude the five-fold axis channel, in which it was not possible
to include additional P4 residues.
(TIF)
S8 Fig. Proposed assembly intermediates for 120-subunit immature RnQV1 capsid. (A)
Immature RnQV1 capsid. The 30 dimeric rod-shaped densities (orange) represent the processed
P2 C-terminal α-helical domains. Capsid shell colored as in Fig 5. (B) A non-processed P2-P4
heterodimer. The C-terminal regions (orange) are shown as a rod-like density (right) for P2 and
a spherical density (left) for P4. (C) A non-processed tetramer as the basic assembly unit. The P2
C-terminal α-helical domain contacts an equivalent region of a neighboring dimer, which might
promote this type assembly. (D) A non-processed pentamer as the basic assembly unit. Wavy
lines indicate that the P2 C-terminal α-helical domain is flexible and unstable.
(TIF)
S1 Table. Analysis by MALDI-TOF/TOF MS and MS/MS of P2 and P4 proteins.
(DOCX)
S1 Movie. Structural alignment of RnQV1 capsid proteins P2 and P4, showing superim-
posed α-helices and β-strands, rainbow-colored from blue (N terminus) to red (C termi-
nus) for each protein (insertions or non-superimposed regions, white).
(MP4)
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S2 Movie. Structural alignment of P2 and P4 SIID, showing superimposed α-helices and β-
strands, rainbow-colored from blue (N terminus) to red (C terminus) for each domain.
(MP4)
S3 Movie. Structural alignment of P2 Asp227-Tyr350 domain with gelsolin, profilin, and
the ferredoxin-like domain, showing superimposable β-sheet and α-helices.
(MP4)
S4 Movie. The P2 C-terminal segment is located on the P4 outer surface, and the last C-ter-
minus residue (Gly973) ends in a P4 surface crevice. P2 is shown as blue sticks and P4 sur-
faces are represented with electrostatic potentials, showing the distribution of negative (red)
and positive (blue) charges.
(MP4)
S5 Movie. Structural alignment of P2 (left) and P4 (right) with PcV domain A (center),
showing superimposable α-helices and β-strands, rainbow-colored from blue (N terminus)
to red (C terminus).
(MP4)
S6 Movie. Structural alignment of P2 (left) and P4 (right) with L-A virus Gag CP (center),
showing superimposable α-helices and β-strands, rainbow-colored from blue (N terminus)
to red (C terminus).
(MP4)
Acknowledgments
We thank Sjors H.W. Scheres for continuous technical and intellectual support, Christos
Savva and Shaoxia Chen (MRC-LMB, Cambridge, UK) and Sonja Welsch (Thermo Fisher Sci-
entific, formerly FEI, Eindhoven, NL) for technical support with the Titan Krios electron
microscope at the Laboratory of Molecular Biology. We also thank the CNB-CSIC Proteomics
Facility for proteomic analysis, and Catherine Mark for editorial assistance.
Author Contributions
Conceptualization: Jose´ R. Casto´n.
Data curation: Carlos P. Mata, Daniel Luque, Josue´ Go´mez-Blanco.
Formal analysis: Carlos P. Mata, Daniel Luque, Josue´ Go´mez-Blanco, Javier M. Rodrı´guez,
Jose´ M. Gonza´lez, Nobuhiro Suzuki, Said A. Ghabrial, Jose´ L. Carrascosa, Benes L. Trus,
Jose´ R. Casto´n.
Funding acquisition: Jose´ R. Casto´n.
Investigation: Carlos P. Mata, Daniel Luque, Josue´ Go´mez-Blanco, Javier M. Rodrı´guez, Jose´
M. Gonza´lez.
Project administration: Jose´ R. Casto´n.
Resources: Javier M. Rodrı´guez, Nobuhiro Suzuki, Said A. Ghabrial, Jose´ L. Carrascosa, Benes
L. Trus, Jose´ R. Casto´n.
Software: Benes L. Trus.
Supervision: Jose´ R. Casto´n.
Multiple functions of a fungal virus capsid
PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1006755 December 8, 2017 17 / 20
Validation: Carlos P. Mata, Daniel Luque, Josue´ Go´mez-Blanco.
Visualization: Carlos P. Mata, Jose´ R. Casto´n.
Writing – original draft: Jose´ R. Casto´n.
References
1. Baker TS, Olson NH, Fuller SD. Adding the third dimension to virus life cycles: three-dimensional recon-
struction of icosahedral viruses from cryo-electron micrographs. Microbiol Mol Biol Rev. 1999; 63
(4):862–922. PMID: 10585969
2. Prasad BV, Schmid MF. Principles of virus structural organization. Adv Exp Med Biol. 2012; 726:17–47.
https://doi.org/10.1007/978-1-4614-0980-9_3 PMID: 22297509
3. Bamford DH, Grimes JM, Stuart DI. What does structure tell us about virus evolution? Curr Opin Struct
Biol. 2005; 15(6):655–63. https://doi.org/10.1016/j.sbi.2005.10.012 PMID: 16271469
4. Rossmann M, Johnson J. Icosahedral RNA Virus Structure. Annu Rev Biochem. 1989; 58(1):533–73.
5. Patton JT. Segmented double-stranded RNA viruses: structure and molecular biology. Norfolk. UK:
Caister Academic Press; 2008.
6. Settembre EC, Chen JZ, Dormitzer PR, Grigorieff N, Harrison SC. Atomic model of an infectious rotavi-
rus particle. EMBO J. 2011; 30(2):408–16. https://doi.org/10.1038/emboj.2010.322 PMID: 21157433
7. Grimes JM, Burroughs JN, Gouet P, Diprose JM, Malby R, Zientara S, et al. The atomic structure of the
Bluetongue virus core. Nature. 1998; 395(6701):470–8. https://doi.org/10.1038/26694 PMID: 9774103
8. Reinisch KM, Nibert ML, Harrison SC. Structure of the Reovirus core at 3.6 Å resolution. Nature. 2000;
404(6781):960–7. https://doi.org/10.1038/35010041 PMID: 10801118
9. Yu X, Jin L, Zhou ZH. 3.88 A structure of cytoplasmic polyhedrosis virus by cryo-electron microscopy.
Nature. 2008; 453(7193):415–9. https://doi.org/10.1038/nature06893 PMID: 18449192
10. Duquerroy S, Da Costa B, Henry C, Vigouroux A, Libersou S, Lepault J, et al. The picobirnavirus crystal
structure provides functional insights into virion assembly and cell entry. EMBO J. 2009; 28(11):1655–
65. https://doi.org/10.1038/emboj.2009.109 PMID: 19407816
11. Nemecek D, Boura E, Wu W, Cheng N, Plevka P, Qiao J, et al. Subunit folds and maturation pathway of
a dsRNA virus capsid. Structure. 2013; 21(8):1374–83. https://doi.org/10.1016/j.str.2013.06.007 PMID:
23891288
12. El Omari K, Sutton G, Ravantti JJ, Zhang H, Walter TS, Grimes JM, et al. Plate tectonics of virus shell
assembly and reorganization in phage phi8, a distant relative of mammalian reoviruses. Structure.
2013; 21(8):1384–95. https://doi.org/10.1016/j.str.2013.06.017 PMID: 23891291
13. Naitow H, Tang J, Canady M, Wickner RB, Johnson JE. L-A virus at 3.4 A resolution reveals particle
architecture and mRNA decapping mechanism. Nat Struct Biol. 2002; 9(10):725–8. https://doi.org/10.
1038/nsb844 PMID: 12244300
14. Janssen ME, Takagi Y, Parent KN, Cardone G, Nibert ML, Baker TS. Three-dimensional structure of a
protozoal double-stranded RNA virus that infects the enteric pathogen Giardia lamblia. J Virol. 2015; 89
(2):1182–94. https://doi.org/10.1128/JVI.02745-14 PMID: 25378500
15. Parent KN, Takagi Y, Cardone G, Olson NH, Ericsson M, Yang M, et al. Structure of a protozoan virus
from the human genitourinary parasite Trichomonas vaginalis. MBio. 2013; 4(2):e00056–13. https://doi.
org/10.1128/mBio.00056-13 PMID: 23549915
16. Pan J, Dong L, Lin L, Ochoa WF, Sinkovits RS, Havens WM, et al. Atomic structure reveals the unique
capsid organization of a dsRNA virus. Proc Natl Acad Sci U S A. 2009; 106(11):4225–30. https://doi.
org/10.1073/pnas.0812071106 PMID: 19246376
17. Tang J, Ochoa WF, Li H, Havens WM, Nibert ML, Ghabrial SA, et al. Structure of Fusarium poae virus 1
shows conserved and variable elements of partitivirus capsids and evolutionary relationships to picobir-
navirus. J Struct Biol. 2010; 172(3):363–71. https://doi.org/10.1016/j.jsb.2010.06.022 PMID: 20599510
18. Miyazaki N, Salaipeth L, Kanematsu S, Iwasaki K, Suzuki N. Megabirnavirus structure reveals a puta-
tive 120-subunit capsid formed by asymmetrical dimers with distinctive large protrusions. J Gen Virol.
2015; 96(8):2435–41. https://doi.org/10.1099/vir.0.000182 PMID: 25968130
19. Luque D, Gonza´lez JM, Garriga D, Ghabrial SA, Havens WM, Trus B, et al. The T = 1 capsid protein of
Penicillium chrysogenum virus is formed by a repeated helix-rich core indicative of gene duplication. J
Virol. 2010; 84(14):7256–66. https://doi.org/10.1128/JVI.00432-10 PMID: 20463071
20. Casto´n JR, Luque D, Go´mez-Blanco J, Ghabrial SA. Chrysovirus structure: repeated helical core as evi-
dence of gene duplication. Adv Virus Res. 2013; 86:87–108. https://doi.org/10.1016/B978-0-12-
394315-6.00004-0 PMID: 23498904
Multiple functions of a fungal virus capsid
PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1006755 December 8, 2017 18 / 20
21. Go´mez-Blanco J, Luque D, Gonza´lez JM, Carrascosa JL, Alfonso C, Trus B, et al. Cryphonectria nitsch-
kei virus 1 structure shows that the capsid protein of chrysoviruses is a duplicated helix-rich fold con-
served in fungal double-stranded RNA viruses. J Virol. 2012; 86(15):8314–8. https://doi.org/10.1128/
JVI.00802-12 PMID: 22593169
22. Coulibaly F, Chevalier C, Gutsche I, Pous J, Navaza J, Bressanelli S, et al. The birnavirus crystal struc-
ture reveals structural relationships among icosahedral viruses. Cell. 2005; 120(6):761–72. https://doi.
org/10.1016/j.cell.2005.01.009 PMID: 15797378
23. Saugar I, Luque D, Oña A, Rodrı´guez JF, Carrascosa JL, Trus BL, et al. Structural polymorphism of the
major capsid protein of a double-stranded RNA virus: an amphipathic alpha helix as a molecular switch.
Structure. 2005; 13(7):1007–17. https://doi.org/10.1016/j.str.2005.04.012 PMID: 16004873
24. Ghabrial SA, Casto´n JR, Jiang D, Nibert ML, Suzuki N. 50-plus years of fungal viruses. Virology. 2015;
479–480:356–68. https://doi.org/10.1016/j.virol.2015.02.034 PMID: 25771805
25. Luque D, Mata CP, Gonza´lez-Camacho F, Gonza´lez JM, Go´mez-Blanco J, Alfonso C, et al. Heterodi-
mers as the structural unit of the T = 1 capsid of the fungal double-stranded RNA Rosellinia necatrix
Quadrivirus 1. J Virol. 2016; 90(24):11220–30. https://doi.org/10.1128/JVI.01013-16 PMID: 27707923
26. Kondo H, Kanematsu S, Suzuki N. Viruses of the white root rot fungus, Rosellinia necatrix. Adv Virus
Res. 2013; 86:177–214. https://doi.org/10.1016/B978-0-12-394315-6.00007-6 PMID: 23498907
27. Lin YH, Chiba S, Tani A, Kondo H, Sasaki A, Kanematsu S, et al. A novel quadripartite dsRNA virus iso-
lated from a phytopathogenic filamentous fungus, Rosellinia necatrix. Virology. 2012; 426(1):42–50.
https://doi.org/10.1016/j.virol.2012.01.013 PMID: 22321722
28. Lin YH, Hisano S, Yaegashi H, Kanematsu S, Suzuki N. A second quadrivirus strain from the phytopath-
ogenic filamentous fungus Rosellinia necatrix. Arch Virol. 2013; 158(5):1093–8. https://doi.org/10.1007/
s00705-012-1580-8 PMID: 23277362
29. Abrescia NG, Bamford DH, Grimes JM, Stuart DI. Structure unifies the viral universe. Annu Rev Bio-
chem. 2012; 81:795–822. https://doi.org/10.1146/annurev-biochem-060910-095130 PMID: 22482909
30. Nag S, Larsson M, Robinson RC, Burtnick LD. Gelsolin: the tail of a molecular gymnast. Cytoskeleton
(Hoboken). 2013; 70(7):360–84.
31. Casto´n JR, Trus BL, Booy FP, Wickner RB, Wall JS, Steven AC. Structure of L-A virus: a specialized
compartment for the transcription and replication of double-stranded RNA. J Cell Biol. 1997; 138
(5):975–85. PMID: 9281577
32. Luque D, Go´mez-Blanco J, Garriga D, Brilot AF, Gonzalez JM, Havens WM, et al. Cryo-EM near-atomic
structure of a dsRNA fungal virus shows ancient structural motifs preserved in the dsRNA viral lineage.
Proc Natl Acad Sci U S A. 2014; 111(21):7641–6. https://doi.org/10.1073/pnas.1404330111 PMID:
24821769
33. Roberts MM, White JL, Grutter MG, Burnett RM. Three-dimensional structure of the adenovirus major
coat protein hexon. Science. 1986; 232(4754):1148–51. PMID: 3704642
34. Lomonossoff GP, Johnson JE. The synthesis and structure of comovirus capsids. Prog Biophys Mol
Biol. 1991; 55(2):107–37. PMID: 1871315
35. Sun Z, El Omari K, Sun X, Ilca SL, Kotecha A, Stuart DI, et al. Double-stranded RNA virus outer shell
assembly by bona fide domain-swapping. Nature communications. 2017; 8:14814. https://doi.org/10.
1038/ncomms14814 PMID: 28287099
36. Veesler D, Johnson JE. Virus maturation. Annu Rev Biophys. 2012; 41:473–96. https://doi.org/10.1146/
annurev-biophys-042910-155407 PMID: 22404678
37. Steven AC, Heymann JB, Cheng N, Trus BL, Conway JF. Virus maturation: dynamics and mechanism
of a stabilizing structural transition that leads to infectivity. Curr Opin Struct Biol. 2005; 15(2):227–36.
https://doi.org/10.1016/j.sbi.2005.03.008 PMID: 15837183
38. Dokland T, Wang S, Lindqvist BH. The structure of P4 procapsids produced by coexpression of capsid
and external scaffolding proteins. Virology. 2002; 298(2):224–31. PMID: 12127785
39. Christie GE, Dokland T. Pirates of the Caudovirales. Virology. 2012; 434(2):210–21. https://doi.org/10.
1016/j.virol.2012.10.028 PMID: 23131350
40. Dokland T, McKenna R, Ilag LL, Bowman BR, Incardona NL, Fane BA, et al. Structure of a viral procap-
sid with molecular scaffolding. Nature. 1997; 389(6648):308–13. https://doi.org/10.1038/38537 PMID:
9305849
41. Veesler D, Khayat R, Krishnamurthy S, Snijder J, Huang RK, Heck AJ, et al. Architecture of a dsDNA
viral capsid in complex with its maturation protease. Structure. 2014; 22(2):230–7. https://doi.org/10.
1016/j.str.2013.11.007 PMID: 24361271
42. Poranen MM, Bamford DH. Assembly of large icosahedral double-stranded RNA viruses. Adv Exp Med
Biol. 2012; 726:379–402. https://doi.org/10.1007/978-1-4614-0980-9_17 PMID: 22297523
Multiple functions of a fungal virus capsid
PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1006755 December 8, 2017 19 / 20
43. Tang J, Naitow H, Gardner NA, Kolesar A, Tang L, Wickner RB, et al. The structural basis of recognition
and removal of cellular mRNA 7-methyl G ’caps’ by a viral capsid protein: a unique viral response to
host defense. J Mol Recognit. 2005; 18(2):158–68. https://doi.org/10.1002/jmr.724 PMID: 15597333
44. Fujimura T, Esteban R. Cap-snatching mechanism in yeast L-A double-stranded RNA virus. Proc Natl
Acad Sci U S A. 2011; 108(43):17667–71. https://doi.org/10.1073/pnas.1111900108 PMID: 21987792
45. Suhanovsky MM, Teschke CM. Nature’s favorite building block: Deciphering folding and capsid assem-
bly of proteins with the HK97-fold. Virology. 2015; 479–480:487–97. https://doi.org/10.1016/j.virol.2015.
02.055 PMID: 25864106
46. Yu X, Jih J, Jiang J, Zhou ZH. Atomic structure of the human cytomegalovirus capsid with its securing
tegument layer of pp150. Science. 2017; 356(6345).
47. Casto´n JR, Ghabrial SA, Jiang D, Rivas G, Alfonso C, Roca R, et al. Three-dimensional structure of
penicillium chrysogenum virus: a double-stranded RNA virus with a genuine T = 1 capsid. J Mol Biol.
2003; 331(2):417–31. PMID: 12888349
48. Li X, Mooney P, Zheng S, Booth CR, Braunfeld MB, Gubbens S, et al. Electron counting and beam-
induced motion correction enable near-atomic-resolution single-particle cryo-EM. Nat Methods. 2013;
10(6):584–90. https://doi.org/10.1038/nmeth.2472 PMID: 23644547
49. Abrishami V, Vargas J, Li X, Cheng Y, Marabini R, Sorzano CO, et al. Alignment of direct detection
device micrographs using a robust Optical Flow approach. J Struct Biol. 2015; 189(3):163–76. https://
doi.org/10.1016/j.jsb.2015.02.001 PMID: 25681631
50. Mindell JA, Grigorieff N. Accurate determination of local defocus and specimen tilt in electron micros-
copy. J Struct Biol. 2003; 142(3):334–47. PMID: 12781660
51. de la Rosa-Trevin JM, Oton J, Marabini R, Zaldivar A, Vargas J, Carazo JM, et al. Xmipp 3.0: an
improved software suite for image processing in electron microscopy. J Struct Biol. 2013; 184(2):321–
8. https://doi.org/10.1016/j.jsb.2013.09.015 PMID: 24075951
52. Scheres SH. RELION: implementation of a Bayesian approach to cryo-EM structure determination. J
Struct Biol. 2012; 180(3):519–30. https://doi.org/10.1016/j.jsb.2012.09.006 PMID: 23000701
53. Pettersen EF, Goddard TD, Huang CC, Couch GS, Greenblatt DM, Meng EC, et al. UCSF Chimera—a
visualization system for exploratory research and analysis. J Comput Chem. 2004; 25(13):1605–12.
https://doi.org/10.1002/jcc.20084 PMID: 15264254
54. Chen S, McMullan G, Faruqi AR, Murshudov GN, Short JM, Scheres SH, et al. High-resolution noise
substitution to measure overfitting and validate resolution in 3D structure determination by single parti-
cle electron cryomicroscopy. Ultramicroscopy. 2013; 135:24–35. https://doi.org/10.1016/j.ultramic.
2013.06.004 PMID: 23872039
55. Rosenthal PB, Henderson R. Optimal determination of particle orientation, absolute hand, and contrast
loss in single-particle electron cryomicroscopy. J Mol Biol. 2003; 333(4):721–45. PMID: 14568533
56. Kucukelbir A, Sigworth FJ, Tagare HD. Quantifying the local resolution of cryo-EM density maps. Nat
Methods. 2014; 11(1):63–5. https://doi.org/10.1038/nmeth.2727 PMID: 24213166
57. Emsley P, Cowtan K. Coot: model-building tools for molecular graphics. Acta Crystallogr D Biol Crystal-
logr. 2004; 60(Pt 12 Pt 1):2126–32.
58. Vagin AA, Steiner RA, Lebedev AA, Potterton L, McNicholas S, Long F, et al. REFMAC5 dictionary:
organization of prior chemical knowledge and guidelines for its use. Acta Crystallogr D Biol Crystallogr.
2004; 60(Pt 12 Pt 1):2184–95.
59. Rocchia W, Sridharan S, Nicholls A, Alexov E, Chiabrera A, Honig B. Rapid grid-based construction of
the molecular surface and the use of induced surface charge to calculate reaction field energies: appli-
cations to the molecular systems and geometric objects. J Comput Chem. 2002; 23(1):128–37. https://
doi.org/10.1002/jcc.1161 PMID: 11913378
60. Holm L, Rosenstrom P. Dali server: conservation mapping in 3D. Nucleic Acids Res. 2010; 38:W545–9.
https://doi.org/10.1093/nar/gkq366 PMID: 20457744
61. Ye Y, Godzik A. FATCAT: a web server for flexible structure comparison and structure similarity search-
ing. Nucleic Acids Res. 2004; 32:W582–5. https://doi.org/10.1093/nar/gkh430 PMID: 15215455
62. Dawson NL, Lewis TE, Das S, Lees JG, Lee D, Ashford P, et al. CATH: an expanded resource to predict
protein function through structure and sequence. Nucleic Acids Res. 2017; 45(D1):D289–D95. https://
doi.org/10.1093/nar/gkw1098 PMID: 27899584
63. Shevchenko A, Jensen ON, Podtelejnikov AV, Sagliocco F, Wilm M, Vorm O, et al. Linking genome and
proteome by mass spectrometry: large-scale identification of yeast proteins from two dimensional gels.
Proc Natl Acad Sci U S A. 1996; 93(25):14440–5. PMID: 8962070
Multiple functions of a fungal virus capsid
PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1006755 December 8, 2017 20 / 20
